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Abstract
Stenotrophomonas maltophilia is a nosocomial pathogen of increasing importance. 
S. maltophilia K279a genome encodes a diffusible signal factor (DSF) dependent quorum 
sensing (QS) system that was À rst identiÀ ed in Xanthomonas campestris pv. campestris. 
DSF from X. campestris is a homologue of farnesoic acid, a Candida albicans QS signal 
which inhibits the yeast-to-hyphal shift. Here we describe the antagonistic effects of 
S. maltophilia on C. albicans on À lamentation as well as on its planktonic and bioÀ lm 
modes of growth. To determine the role of the DSF-mediated quorum sensing system in 
these effects, C. albicans ATCC 10231 and C. albicans tup1 mutant, locked in the 
À lamentous form, were grown with K279a or with its rpfF deletion mutant (DSF–). 
A signiÀ cant reduction in viable counts of C. albicans was observed in planktonic 
cocultures with K279a as well as in mixed bioÀ lms. Furthermore, no viable cells of 
C. albicans tup1 were recovered from K279a mixed bioÀ lms. Fungal viability was also 
assessed by labeling bioÀ lms with SYTO 9 and propidium iodide. Confocal images showed 
that K279a can kill hyphae and also yeast cells. Light microscopic analysis showed that 
K279a severely affects hyphae integrity. On the other hand, the presence of K279a rpfF 
did not affect fungal morphology or viability. In conclusion, we report for the À rst time 
that S. maltophilia interferes with two key virulence factors of C. albicans, the yeast-to-
hyphal transition and bioÀ lm formation. DSF could be directly responsible for these 
effects or may induce the gene expression involved in antifungal activity. 
© 2014 Asociación Argentina de Microbiología. Published by Elsevier España, S.L. All 
rights reserved.
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Introduction
Stenotrophomonas maltophilia (formerly Pseudomonas
maltophilia and Xanthomonas maltophilia) is a widespread 
environmental, multidrug resistant bacterium. It has 
become a nosocomial pathogen of increasing importance; in 
fact, it is the third most common nosocomial non-fermenting 
gram-negative bacterium7. Infection occurs principally in 
immunocompromised subjects, and in patients exposed to 
invasive devices and/or broad spectrum antibiotics5,21. 
S. maltophilia has also emerged as one of the most common 
bacteria isolated from the airway of cystic À brosis (CF) 
patients28,34, nevertheless, there is controversy about the 
role of this opportunistic pathogen as causative agent of CF. 
An important virulence factor of S. maltophilia is the 
capacity to form bioÀ lms, communities of microbial cells 
that grow on biotic or abiotic surfaces embedded within 
exopolymeric material16,24,27. Microorganisms growing in 
bioÀ lms exhibit phenotypic characteristics that are distinct 
from those of their planktonic counterparts, including 
increased resistance to host immune defences and 
antimicrobial compounds9. Microorganisms communicate 
using chemical signals (autoinducers) to sense cell density 
and coordinate their physiological processes, including 
bioÀ lm formation, in a process known as quorum sensing 
(QS). QS also plays an important role in interspecies 
communication, including interactions between prokaryotes 
and eukaryotes30,33.
The genome of S. maltophilia K279a encodes a diffusible 
signal factor (DSF) dependent QS system that was À rst 
identiÀ ed in Xanthomonas campestris pv. campestris11,17. 
DSF synthesis is completely dependent on rpfF, which is 
part of the rpf operon (for regulation of pathogenicity 
factors)2. The cross-kingdom antagonistic activity of DSF 
(cis-11-methyl-2-dodecenoic acid) from X. campestris has 
been reported on Candida albicans germ tube formation35.
C. albicans, one of the most important opportunistic 
human fungal pathogen, causes various diseases ranging 
from superÀ cial mucosal infections to life-threatening 
systemic infections6. The ability of C. albicans to undergo 
morphogenic shift from yeast to À lamentous morphology is 
central to its pathogenesis and bioÀ lm formation29,32. This 
morphological transition is induced in vivo and in vitro. 
Host factors or environmental factors, such as mammalian 
serum and high temperatures (37 °C), are required for 
C. albicans morphogenesis. Two related QS compounds, 
farnesoic acid and farnesol inhibit the yeast-to-hyphal shift. 
C. albicans ATCC10231 produces farnesoic acid while a 
number of C. albicans clinical isolates produce farnesol15,23. 
Furthermore, it has been reported that farnesol addition 
can block C. albicans bioÀ lm formation29. The DSF family of 
QS signals has been implicated in the interkingdom signaling 
between bacteria and C. albicans30,33. DSF from X. campestris 
is a structural and functional homologue of farnesoic acid, 
and it has been suggested that the bacterial QS signal is 
recognized by the receptor of farnesoic acid, leading to an 
Stenotrophomonas maltophilia interfi ere a través del sistema de “quorum sensing” 
mediado por DSF con la fi lamentación y el crecimiento planctónico y en biofi lm de 
Candida albicans
Resumen
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C. albicans en cultivos planctónicos y bioÀ lms desarrollados en presencia de K279a. Es de 
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arrest in À lamentation35. Furthermore, cis-2-dodecenoic 
acid (BDSF) from Burkholderia cenocepacia inhibits 
C. albicans germ tube formation either as a pure compound 
or in coculture, and BDSF also blocks C. albicans bioÀ lm 
formation by interfering with the morphological switch3,36.
In the present work, we report the antagonistic effects of 
S. maltophilia K279a on C. albicans À lamentation as well as 
on its planktonic and bioÀ lm modes of growth. To determine 
the role of the DSF-mediated quorum sensing system in 
these effects, C. albicans was grown with S. maltophilia 
K279a or its rpfF deletion mutant (DSF–). C. albicans ATCC 
10231 was used as a wild type strain while C. albicans tup1 
mutant, locked in the À lamentous form, was used to 
investigate the interactions between bacterial strains and 
C. albicans À laments.
Materials and methods
Strains and culture conditions
S. maltophilia K279a, whose genome is fully sequenced 
(http://www.sanger.ac.uk/Projects/S_maltophilia/)1,7, and its 
derivative DSF-deÀ cient mutant K279a rpfF11 were a kind 
gift from Dr. M. Dow (BIOMERIT Research Centre, Ireland). 
C. albicans ATCC10231 was used in this study as a wild type 
strain. The mutant C. albicans tup14, unable to form yeasts, 
was a gift from Dr. R. Kolter (Harvard Medical School, 
Boston, USA). Bacterial strains were routinely cultured at 
37 °C on trypteine soy agar (TSA, Britania, Argentina) while 
C. albicans strains were grown on Sabouraud dextrose agar 
(SDA, Britania). Unless otherwise stated, all experiments 
were performed with microorganisms grown in trypteine 
soy broth (TSB, Britania) supplemented with 0.2% (w/v) 
dextrose (TSB-d), incubated at 200 rpm on a gyratory water 
bath shaker (Model G75, New Brunswick ScientiÀ c Co. 
Edison N J, USA), at either 30 °C or 37 °C, depending on the 
experiment. We had previously conÀ rmed that TSB-d 
enhanced the yeast-to-hyphae transition and supported C.
albicans bioÀ lm formation even though it was slightly less 
effective than RPMI 1640, a medium generally chosen for 
À lamentation and bioÀ lm assays26. TSB-d was chosen 
because this medium supported S. maltophilia growth (data 
not shown) better than RPMI 1640.The viability of 
C. albicans was determined by plating on SDA or SDA 
supplemented with 100 μg/ml ciproÁ oxacin (ICN, 
Basingstoke, UK) to suppress the growth of S. maltophilia. 
When required, fetal bovine serum (FBS,Bioser, Argentina) 
was added to TSB-d at a À nal concentration of 5%. When 
appropriate, 4.7 mM DSF (Santa Cruz Biotechnology, Santa 
Cruz, CA, USA) stock solutions were made in ethanol and 
then diluted in TSB-d to the required concentration (20-200 
μM). An equal volume of ethanol was used in all appropriate 
controls.
Inhibition of C. albicans germ tube formation 
by S. maltophilia
Analysis of C. albicans morphology was performed as 
described previously with modiÀ cations3. BrieÁ y, C. albicans 
ATCC 10231 was grown as yeast cultures overnight at 30°C 
in TSB-d. S. maltophilia strains were grown under the same 
conditions but at 37 °C. Overnight C. albicans cultures were 
diluted in 2 ml of fresh TSB-d to contain approximately 
105 CFU/ml. Coculture experiments were performed by 
adding K279a or K279a rpfF cultures at a À nal concentration 
of 106 CFU/ml (ratio bacteria-fungi of 10:1). After 15 h of 
incubation at 30 °C, FBS was added and incubation 
proceeded for 3 h at 37 °C for induction of germ tube 
formation. Then, cells were Gram stained and percentages 
of germinal tube production were examined by light 
microscopy (Olympus BX50, 400X magniÀ cation), counting 
about 400 C. albicans cells per sample.
Inhibition of C. albicans fi lamentation by DSF
Overnight cultures of C. albicans ATCC 10231 in TSB-d at 
30 °C were diluted 10-fold in fresh TSB-d supplemented 
with FBS and DSF (0-200 μM). After 3 h incubation at 37 °C, 
percentages of germ tube formation were examined as 
described above.
Survival of C. albicans in the presence 
of S. maltophilia in planktonic cultures
C. albicans survival assays were performed as described 
previously with modiÀ cations13. BrieÁ y, fungal (C. albicans 
ATCC10231 or C. albicans tup1) and bacterial strains (K279a 
or the rpfF mutant) were grown in TSB-d at 37 °C. Overnight 
cultures were diluted in 2 ml of fresh TSB-d and standardized 
as described above. Fungal cultures used as controls and 
cocultures with bacterial strains (ratio bacteria-fungi of 
10:1) were grown for 48 and 72 h at 37 °C. After incubation, 
the number of viable fungal cells, in the presence or 
absence of S. maltophilia strains, was estimated by plating 
10-fold serial dilutions of these suspensions. After 24 h of 
incubation at 37 °C, colony-forming units were counted and 
converted to log10 CFU/ml. Furthermore, cells were Gram 
stained and examined by light microscopy (400× 
magniÀ cation). Microphotography was done with an 
Olympus DP70 digital camera. The same experiment was 
also performed with C. albicans ATCC10231 and bacterial 
strains but cultures were incubated at 30 ºC, a condition 
that favors yeast growth form.
C. albicans biofi lm formation in the presence 
of S. maltophilia
BioÀ lms were prepared using a static microtiter plate model 
as described previously25. C. albicans ATCC 10231 or 
C. albicans tup1 overnight cultures grown in TSB-d at 37 ºC 
were standardized to contain approximately 106 CFU/ml, 
and for mixed bioÀ lms, bacterial cultures were added in the 
ratio of 1:1. For each test condition, 4 wells of a sterile Á at-
bottom 96-well polystyrene microtiter plate (TPP, 
Trasandingen, Switzerland) were À lled with 200 μl of the 
standardized inocula. Uninoculated medium controls were 
included. After static incubation for 72 h at 37 °C, the 
culture medium was removed from each well and plates 
were washed twice with sterile PBS to remove non-adherent 
cells. The surfaces of the wells were scraped with sterile 
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cotton swabs (4 wells per condition). Swabs transferred into 
tubes containing 2 ml of PBS were sonicated (ELMA Transonic 
TI-H-5, Germany) for 3 min and vortexed vigorously to aid 
the dissolution of microrganism clumps. The viability of 
C. albicans bioÀ lms, in the presence or absence of 
S. maltophilia strains, was determined by plate counts as 
described above. The limit of detection in our experimental 
conditions was 40 CFU/ml. A Á uorescence-based technique 
that distinguishes live cells from dead ones based on the 
presence of an intact cytoplasmic membrane was also used. 
BioÀ lms used for confocal scanning laser microscopy (CSLM) 
were developed on 8-well chamber slides (Nunc Lab-Tek, 
Rochester, NY, USA) containing a borosilicate glass base. 
Chambers were À lled with 400 μl of the standardized 
inocula. After 72 h of static incubation at 37 °C, the wells 
were rinsed with sterile normal saline [NS; 0.9% (w/v) NaCl] 
and reÀ lled with NS containing 2.5 M SYTO 9 (Molecular 
Probes, Grand Island, NY, USA) and 15 M propidium iodide 
(PI, Sigma, St. Louis, Missouri, USA). Live SYTO 9-stained 
cells and dead propidium iodide-stained cells were 
visualized with a confocal laser-scanning microscope (Carl 
Zeiss LSM510-Axiovert 100M) after 20 min incubation in the 
dark. Dual-colour images were acquired by sequentially 
scanning with a 488 nm argon laser and emitted Á uorescence 
was recorded within the range 505-530 nm or 530-600 nm in 
order to visualize SYTO 9 or PI Á uorescence, respectively. 
Images were reconstructed using the ZEN 2009 light edition. 
CSLM was performed twice independently. Each time, two 
wells were used per condition. Lastly, bioÀ lms used for light 
microscopy were formed on Thermanox cover slips placed 
in 12 well microtiter plates under the same conditions. 
After incubation, cover slips were removed, washed with 
PBS, Gram stained and evaluated by light microscopy at 
400× magniÀ cation.
Statistical analysis
All assays were carried out at least in triplicate and repeated 
three times, except CLSM. Results were analyzed by two-
way analysis of variance (ANOVA), followed by Bonferroni´s 
multiple-comparison test (GraphPad Prism version 5.00 for 
Windows, Graph Pad Software, San Diego, CA, USA). 
Differences were considered signiÀ cant at a p value of 
<0.05.
Results and discussion
Inhibition of C. albicans germ tube formation
The microscopic analysis showed that approximately 61% of 
C. albicans ATCC 10231 cells counted formed germ tubes 
when cocultured with K279a rpfF, a similar percentage to 
that observed in the control (63%). On the other hand, the 
coculture with K279a signiÀ cantly decreased germ tube 
formation to approximately 41% (p <0.001) (Fig. 1A). Thus, 
the inhibitory effect of S. maltophilia was dependent 
on the production of DSF, which could be recognized by the 
receptor of farnesoic acid leading to an arrest in 
À lamentation as it was suggested for DSF from 
X. campestris35. Furthermore, the inhibitory activity of 
commercial DSF against C. albicans ATCC 10231 germ tube 
formation was also evaluated in the presence of FBS. After 
induction at 37 °C for 3 h, the microscopic analysis showed 
that more than 70% of the cells formed germ tubes in the 
control. DSF at a À nal concentration of 200 μM caused a 
marked reduction in germ tube formation of approximately 
32% (p < 0.001) (Fig. 1B). However, at lower concentrations, 
DSF did not signiÀ cantly inhibited germ tube formation 
under these conditions (data not shown).
Cross-kingdom antagonistic activity of the DSF family has 
been reported in C.albicans À lamentation30. BDSF from 
B. cenocepacia is the most potent inhibitor of C. albicans 
germ tube formation, followed by DSF from X. campestris3,35. 
Our results highlighted the role of DSF from S. maltophilia, 
directly or via the induction of genes involved in antifungal 
activity, in the inhibition of À lamentation. Other autoin-
ducers, including homoserine lactones (HSL) such as 3-oxo-
C12-HSL produced by Pseudomonas aeruginosa, are able to 
inhibit the Candida yeast-to-hypha transition14. However, it 
is not known if all these molecules exert their action through 
the same mechanism. Farnesol can affect more than one 
regulatory system in different ways. It was demonstrated 
that farnesol action involves the trans-criptional repressor 
Tup1 that negatively regulates the yeast-to-hypha 
transition19. Recently, it has been shown that farnesol and 
3-oxo-C12-HSL directly inhibit the adenylyl cyclase Cyr1p, 
while dodecanol prevents cAMP-dependent hyphal 
development through a process dependent upon the 
transcriptional repressor SFL112. Furthermore, B. cenocepacia 
and possibly BDSF inhibit C. albicans hyphal development 
through an SFL1-dependent signaling pathway similar to 
that of dodecanol, which is not a physiologically relevant QS 
molecule of C. albicans12. Further studies are required to 
uncover the molecular mechanisms of DSF and BDSF in 
C. albicans morphogenesis.
Figure 1 Inhibition of C. albicans germ tube formation. A) Ef-
fect of S. maltophilia on C. albicans ATCC 10231 germ tube 
formation. B) Effect of commercial DSF on C. albicans ATCC 
10231 germ tube formation. A and B) cells were Gram stained 
and percentages of germinal tube production were examined 
by light microscopy, counting about 400 C. albicans cells per 
sample. The mean and standard error from three repeats are 
presented. ***SigniÀ cant difference (p <0.001) respect to the 
control.
292 B. Passerini de Rossi et al 
Survival of C. albicans in the presence 
of S. maltophilia in planktonic cultures
Figure 2 shows C. albicans ATCC 10231 and C. albicans tup1 
survival assays performed at 37 ºC. There were not 
statistically signiÀ cant differences between the number of 
viable fungal cells in C. albicans ATCC 10231 cultures and 
cocultures with K279a rpfF, either after 48 h or 72 h of 
incubation (Fig. 2A). On the other hand, cocultures with 
K279a showed a different behavior. After 48 h of incubation, 
the number of viable fungal cells was similar to that of the 
control (7.70 ± 0.24 log10 CFU/ml and 8.18 ± 0.39 log10 CFU/
ml, respectively). However, after 72 h the number of viable 
cells declined signiÀ cantly by 2 logs (p <0.001) (Fig. 2A). 
Survival assays were also performed under a condition that 
favors yeast growth by incubation of C. albicans ATCC 10231 
and bacterial strains at 30 ºC. Interestingly, under this 
condition K279a did not affect C. albicans viability. After 
72 h of incubation the number of viable fungal cells was 
similar to that of the control (8.08 ± 0.44 log10 CFU/ml and 
8.25 ± 0.27 log10 CFU/ml, respectively).
It was observed that the number of viable cells of C.
albicans wild type control was similar after 48 h and 72 h of 
incubation (Fig. 2A), but for C. albicans tup1 control, a 
decreased of 1 log was observed after 72 h (8.47 ± 0.11 log10 
CFU/mland 7.46 ± 0.09 log10 CFU/ml, respectively) (Fig. 
2B). Cocultures of the tup1 mutant and K279a rpfF showed 
a similar behavior to that observed in the tup1 control. 
Moreover, C. albicans tup1 in association with K279a showed 
a signiÀ cant reduction in the number of viable fungal cells 
by 2.5 logs after 72 h of incubation (p <0.001) (Fig. 2B).
The effect of S. maltophilia strains on C. albicans was 
also evaluated by light microscopy. The morphology of the 
Gram stained cells after 72 h of incubation is illustrated in 
Figure 3. C. albicans wild type cultures presented yeast and 
hyphae-cells (Fig. 3A). Cocultures with K279a rpfF showed 
bacteria associated to fungal cells (Fig. 3B).On the other 
hand, in the presence of K279a, hyphae-cells but not yeast-
cells, showed a damaged aspect (Fig. 3C). Microscopic 
observation of C. alb icans tup1 control and coculture with 
K279a rpfF revealed unaffected hyphae structures (Figs. 3D 
and 3E). However, damaged hyphae-cells with discolored 
areas and apparently altered walls were observed in the 
presence of K279a (Fig. 3F).The described effects of K279a 
were less evident at 48 h than at 72 h of incubation at 37 °C 
(data not shown).
The above results show that the antagonistic effect of 
S. maltophilia K279a on C. albicans survival was dependent 
on DSF production. It is worth mentioning that K279a did 
not affect C. albicans ATCC 10231 viability in coculture 
experiments performed at 30 °C, a condition that favors 
yeast growth form. We have previously observed that 
S. maltophilia K279a cultures incubated at 30 °C or 37 °C 
for 72 h achieved similar À nal culture densities and 
presented DSF activity (data not shown).
In fact, the microscopic analysis showed that K279a 
affects C. albicans hyphae-cells, probably by the action of 
virulence factors whose synthesis is DSF -dependent. Fouhy
et al.11 reported that DSF signaling regulates protease 
production, a virulence factor of S. maltophilia. Further-
more, these authors showed in a nematode model 
that K279a rpfF reduced killing activity compared to the 
wildtype K279a. In our study, the prolonged time (72 h) 
needed to detect the detrimental effects of K279a in 
C. albicans viability and the association observed 
microscopically between bacterial and fungal cells suggest 
that the adherence of bacteria to fungal cells could 
facilitate S. maltophilia virulence factor action.
C. albicans biofi lm formation in the presence 
of S. maltophilia
C. albicans bioÀ lms were À rst studied using a static 
microtiter plate model in the presence or absence of 
Figure 2 Survival of C. albicans in the presence of S. maltophilia. The viability of C. albicans ATCC 10231 (A), and the constitu-
tively À lamentous C. albicans tup1 mutant (B) was measured in the presence or absence of S. maltophilia strains. Cultures were 
grown in TSB-d for 48 h and 72 h at 37 °C and viable counts were performed on SDA or SDA supplemented with ciproÁ oxacin. Each 
bar represents mean ± SD log10 CFU/ml from three independent assays. ***SigniÀ cant difference (p <0.001) with respect to the 
control at the same time of incubation.
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S. maltophilia strains. After 72 h of incubation, fungal 
bioÀ lm formation was evaluated by viable counts (Fig. 4). 
BioÀ lms of C. albicans ATCC 10231 and C. albicans tup1 
formed in the presence of K279a rpfF showed a number of 
fungal cells similar to that observed in the respective 
controls. Furthermore, in the presence of K279a the count 
of C. albicans ATCC 10231 cells decreased by 3 logs with 
respect to the control (p <0.001) (Fig. 4).The effect of 
K279a on mutant tup1 bioÀ lms was more severe, and viable 
counts were under the limit of detection (Fig. 4).
Fungal viability was also assessed by simultaneous 
labeling bioÀ lms developed on glass chamber slides with 
the green-Á uorescent SYTO9 dye and the red-Á uorescent 
nucleic acid stain PI. Confocal images acquired from 
C. albicans ATCC 10231 or C. albicans tup1 bioÀ lms grown in 
mixed cultures with K279a rpfF showed that most of the 
fungal cells were alive (Figs. 5A and 5C). In contrast, fungal 
cell death occurred in C. albicans wild type or mutant 
bioÀ lms developed in the presence of K279a. Furthermore, 
amorphous red PI-stained material, which may represent 
DNA containing debris from lyzed cells, was also observed 
(Figs. 5B and 5D). The images showed that K279a can kill 
hyphae and also yeasts since C. albicans wild type bioÀ lms 
mainly included yeast cells under this study conditions.
To further study the effect of S. maltophilia on fungal 
sessile cultures, bioÀ lms formed on Thermanox cover slips 
were Gram stained and evaluated by light microscopy. 
Control bioÀ lms of C. albicans wild type mainly included 
Figure 3 Microscopic analysis of planktonic cultures of C. albicans in the presence of S. maltophilia. C. albicans ATCC 10231 (up-
per panel) and C. albicans tup1 (lower panel) were grown alone or in the presence of bacterial strains in TSB-d for 72 h at 37 °C. 
(A) and (D) controls, (B) and (E) cocultures with K279a rpfF, and (C) and (F) cocultures with K279a. Cells were Gram stained and 
examined by light microscopy (400× magniÀ cation). Scale bars correspond to 10 μm.
Figure 4 Evaluation of the viability of C. albicans 72 h bioÀ lms 
in the presence of S. maltophilia. The viability of C. albicans 
ATCC 10231 (white bars) or C. albicans tup1 (black bars) 
bioÀ lms formed in microtiter plates was determined by plate 
counts performed on SDA or SDA supplemented with 
ciproÁ oxacin.The limit of detection was 40 CFU/ml and is 
represented by a horizontal black line. Each bar represents 
mean ± SD log10 CFU/ml from three independent assays. 
***SigniÀ cant difference (p <0.001) with respect to the control.
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yeast cells forming microcolonies and three-dimensional 
structures and few hyphae while bioÀ lms of the tup1 mutant 
showed a dense hyphal network (Figs. 6A and 6D). Similar 
patterns were observed in the presence of K279a rpfF, 
where bacteria grew associated to fungal cells (Fig. 6B and 
6E). Once more, mixed cultures of C. albicans ATCC 10231 
or tup1 with K279a exhibited bioÀ lms with structurally 
affected hyphal cells (Figs. 6C and 6F).
The results obtained by the three different approaches 
show that S. maltophilia interferes with the bioÀ lm mode 
of growth of C. albicans and severely affects not only hyphal 
integrity but also kills yeast cells. DSF could be directly 
responsible for these effects or may induce virulence gene 
expression. Bacterial virulence factors might be involved in 
bacterial-fungal interaction. Hogan and Kolter13 reported 
that P. aeruginosa forms a dense bioÀ lm on C. albicans 
À laments and kills the fungus, while neither of them binds 
to nor kills the yeast form of C. albicans. Hyphal death 
occurred only after the onset of bioÀ lm formation, and 
P. aeruginosa virulence factors, including pili and secreted 
molecules, are important in the killing of C. albicans 
À laments13. In S. maltophilia, RpfF is essential for the 
synthesis of DSF, and rpfF mutation leads to a coordinate 
reduction in the synthesis of virulence factors such as 
extracellular enzymes, bioÀ lm structure and motility11,31. 
S. maltophilia formed bioÀ lms on C. albicans cells and this 
contact could favor the effect of virulence factors, 
regulated by DSF, in the killing of C. albicans À laments but 
also yeast cells. S. maltophilia possess traits associated 
with biocontrol mechanisms including, among others, 
extracellular enzymes such as proteases and chitinases10,18,37. 
We have previously mentioned that DSF regulates protease 
production in this species. StmPr1, the major extracellular 
protease of clinical strain K279a, has been implicated as a 
virulence determinant and the environmental strain 
S. maltophilia W81 can protect sugar beet against Pythium-
mediated damping-off disease through the production of an 
extracellular protease7,10.
Minkwitz and Berg22 characterized 50 S. maltophilia 
isolates from clinical and environmental sources by their in
vitro antagonism against the human pathogenic fungus 
C. albicans and the plant pathogens Verticillium dahliae, 
Sclerotinia sclerotiorum and Rhizoctonia solani. Eight of 
the 25 clinical isolates (32%) and 21% of the environmental 
isolates displayed remarkable activity against C. albicans. 
Antifungal activity against plant pathogens was more 
common among the environmental isolates, although not 
exclusive to them. All isolates, clinical and environmental, 
produced proteases and all but two of the environmental 
isolates produced chitinases. 
The genome of K279a (NC_010943) contains the gene 
chiA encoding for chitinase A (Gene ID 6393430), a well-
known antifungal trait exhibited by several isolates 
from the species S. maltophilia7. A rhizosphere strain of 
Figure 5 Confocal scanning laser microscopy images of C. albicans bioÀ lms in the presence of S. maltophilia. C. albicans ATCC 
10231 (upper panel) and C. albicans tup1 (lower panel) bioÀ lms were formed on 8-well chamber slides in the presence of bacte-
rial strains. (A) and (C) cocultures with K279a rpfF, and (B) and (D) cocultures with K279a. After 72 h of incubation at 37 °C bioÀ lms 
were stained for cell viability. Live SYTO 9-stained cells (green) and dead propidium iodide-stained cells (red-orange) were visual-
ized with a CSLM (400× magniÀ cation). For each micrograph, the middle panel represents the x-y plane, and the adjacent top and 
side panels represent the x-z and y-z planes, respectively. Scale bars correspond to 20 μm. Arrows show fungal dead cells. The 
results are representative of two independent experiments.
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S. maltophilia, MUJ, is strongly antagonistic towards fungal 
phytopathogens. Its puriÀ ed chitinase inhibited the growth 
of fungi belonging to the genera Fusarium, Rhizoctonia 
and Alternaria18. Furthermore, S. maltophilia strain C3, a 
biocontrol agent of Bipolaris sorokiniana in turfgrass, 
produces at least two chitinases that are antifungal37. In 
S. maltophilia there are no reports about DSF regulation of 
chiA. However, in Xylella fastidiosa RpfF, which is 
phylogenetically closely related to the above organism, 
expression of chiA in the rpfF mutant is only 40% of that of 
the wild type20 and also synthesizes the cell-cell signaling 
molecule DSF.
The ability of C. albicans to switch its morphology 
between yeast and hyphal form is crucial to its ability to 
adhere to surfaces32. It has been reported that BDSF was 
more effective against C. albicans bioÀ lm formation than 
farnesol and synthesized DSF, and that BDSF could block 
C. albicans bioÀ lm formation by interfering with the 
morphological switch3,36. Since other members of the DSF 
family of signal molecules have been implicated in the 
interkingdom signaling between bacteria and C. albicans, it 
was suggested that DSF from S. maltophilia could also 
inÁ uence the yeast-hyphal transition30,33. As it was 
demonstrated in the present study, S. maltophilia K279a 
does interfere with C. albicans À lamentation and the effect 
was dependent on DSF production. This interference could 
also contribute to the antagonistic effect of S. maltophilia 
on C. albicans bioÀ lms. Finally, fatty acid signals have been 
shown to regulate a wide range of bacterial behaviors 
including bioÀ lm dispersion. The QS signal cis-2-decenoic 
from P. aeruginosa is a member of the DSF family that is 
able to disperse C. albicans bioÀ lms8. Thus, further studies 
are needed to determine whether the antagonistic effects 
of S. maltophilia on C. albicans bioÀ lm mode of growth are 
on adhesion, killing of fungal sessile cells, or on bioÀ lm 
dispersal.
In conclusion, this is the À rst study to report that 
S. maltophilia interferes with two key virulence factors of 
C. albicans, the yeast-to-hyphal transition and bioÀ lm 
formation. DSF could be directly responsible for these 
effects or may induce the expression of genes involved in 
antifungal activity. A previous work has established the 
regulatory inÁ uence of DSF from S. maltophilia as an 
interspecies signal. P. aeruginosa can respond to DSF by 
altering its bioÀ lm architecture and increasing tolerance to 
the antibiotic polymixin31. Further studies are needed 
to determine the potential role of QS and DSF signal under 
in vivo conditions, for example, in the lungs of CF patients 
where S. maltophilia may coexist with C. albicans34.
Ethical disclosures
Protection of human and animal subjects. The authors 
declare that no experiments were performed on humans or 
animals for this study.
Figure 6 Microscopic analysis of C. albicans bioÀ lms in the presence of S. maltophilia. C. albicans ATCC 10231 (upper panel) and 
C. albicans tup1 (lower panel) bioÀ lms were formed on Thermanox cover slips in the absence or presence of bacterial strains. 
(A) and (D) controls, (B) and (E) cocultures with K279a rpfF, and (C) and (F) cocultures with K279a. After 72 hincubation at 37 °C, 
bioÀ lms were Gram stained and examined by light microscopy (400× magniÀ cation). Scale bars correspond to 10 μm.
296 B. Passerini de Rossi et al 
Confi dentiality of data. The authors declare that no patient 
data appear in this article. 
Right to privacy and informed consent. The authors 
declare that no patient data appear in this article.
Confl icts of interest
The authors declare that they have no conÁ icts of interest.
Acknowledgements
This research was supported by grants 20020100100773 and 
20020130100371BA from UBACYT, Argentina. The authors 
thank Maxwell Dow (BIOMERIT Research Centre, Department 
of Microbiology, Biosciences Institute, National University 
of Ireland, Cork, Ireland) for providing S. maltophilia K279a 
and K279a rpfF strains; and Robert Kolter (Department of 
Microbiology and Immunobiology, Harvard Medical School, 
Boston, Massachusetts, USA) for providing mutant C.
albicans tup1. The authors are grateful to Tomás Santa 
Coloma [Instituto de Investigaciones Biomédicas (BIOMED) 
PontiÀ cia Universidad Católica Argentina (UCA)-Consejo 
Nacional de Investigaciones CientíÀ cas y Técnicas 
(CONICET)] for help provided with confocal microscopy.
References
1.  Avi son MB , von Heldreich CJ, Higgins CS, Bennett PM, Walsh TR. 
A TEM-2 beta-lactamase encoded on an active Tn1-like 
transposon in the genome of a clinical isolate of Stenotrophomonas 
maltophilia. J Antimicrob Chemother. 2000;46:879-84. 
2.  Barber CE , Tang JL, Feng JX, Pan MQ, Wilson TJ, Slater H, Dow 
JM, Williams P, Daniels MJ. A novel regulatory system required 
for pathogenicity of Xanthomonas campestris is mediated by a 
small diffusible signal molecule. Mol Microbiol 1997;24:555-66.
3.  Boon C, D eng Y, Wang LH, He Y, Xu JL, Fan Y, Pan SQ, Zhang LH. 
A novel DSF-like signal from Burkholderia cenocepacia 
interferes with Candida albicans morphological transition. 
ISME J. 2008;2:27-36.
4.  Braun BR, Johnson AD. Control of À lament formation in Candida
albicans by the transcriptional repressor TUP1. Science. 
1997;277:105-9.
5.  Brooke JS . Stenotrophomonas maltophilia: an emerging global 
opportunistic pathogen. Clin Microbiol Rev. 2012;25:2-41.
6.  Calderone RA, Fonzi WA. Virulence factors of Candida albicans. 
Trends Microbiol. 2001;9:327-35.
7.  Crossman  LC, Gould VC, Dow JM, Vernikos GS, Okazaki A, 
Sebaihia M, Saunders D, Arrowsmith C, Carver T, Peters N, Adlem 
E, Kerhornou A, Lord A, Murphy L, Seeger K, Squares R, Rutter S, 
Quail MA, Rajandream MA, Harris D, Churcher C, Bentley SD, 
Parkhill J, Thomson NR, Avison MB. The complete genome, 
comparative and functional analysis of Stenotrophomonas 
maltophilia reveals an organism heavily shielded by drug 
resistance determinants. Genome Biol. 2008;9:R74.
8.  Davies DG , Marques CN. A fatty acid messenger is responsible 
for inducing dispersion in microbial bioÀ lms. J Bacteriol. 
2009;191:1393-403.
9.  Donlan RM , Costerton JW. BioÀ lms: survival mechanisms of 
clinically relevant microorganisms. Clin Microbiol Rev. 
2002;15:167-93.
10.  Dunne C, M oënne-Loccoz Y, de Bruijn FJ, O’Gara F. 
Overproduction of an inducible extracellular serine protease 
improves biological control of Pythium ultimum by 
Stenotrophomonas maltophilia strain W81. Microbiology. 
2000;146(Pt 8):2069-78. 
11.  Fouhy Y, Sc anlon K, Schouest K, Spillane C, Crossman L, Avison 
MB, Ryan RP, Dow JM. Diffusible signal factor-dependent cell-
cell signaling and virulence in the nosocomial pathogen 
Stenotrophomonas maltophilia. J Bacteriol. 2007;189:4964-8. 
12.  Hall RA, Tu rner KJ, Chaloupka J, Cottier F, De Sordi L, Sanglard 
D, Levin LR, Buck J, Muhlschlegel FA. The quorum-sensing 
molecules farnesol/homoserine lactone and dodecanol operate 
via distinct modes of action in Candida albicans. Eukaryot Cell. 
2011;10:1034-42. 
13.  Hogan DA, K olter R. Pseudomonas-Candida interactions: an 
ecological role for virulence factors. Science. 2002;296:2229-32.
14.  Hogan DA, V ik A, Kolter R. A Pseudomonas aeruginosa quorum-
sensing molecule inÁ uences Candida albicans morphology. Mol 
Microbiol. 2004;54:1212-23. 
15.  Hornby JM,  Jensen EC, Lisec AD, Tasto JJ, Jahnke B, Shoemaker 
R, Dussault P, Nickerson KW. Quorum sensing in the dimorphic 
fungus Candida albicans is mediated by farnesol. Appl Environ 
Microbiol. 2001;67:2982-92.
16.  Huang TP, S omers EB, Wong AC. Differential bioÀ lm formation 
and motility associated with lipopolysaccharide/exopolysac-
charide-coupled biosynthetic genes in Stenotrophomonas
maltophilia. J Bacteriol. 2006;188:3116-120. 
17.  Huang TP, W ong AC. A cyclic AMP receptor protein-regulated 
cell-cell communication system mediates expression of a FecA 
homologue in Stenotrophomonas maltophilia. Appl Environ 
Microbiol. 2007;73:5034-40. 
18.  Jankiewicz  U, Brzezinska MS, Saks E. IdentiÀ cation and 
characterization of a chitinase of Stenotrophomonas
maltophilia, a bacterium that is antagonistic towards fungal 
phytopathogens. J Biosci Bioeng. 2012;113:30-5. 
19.  Kebaara BW, Langford ML, Navarathna DH, Dumitru R, Nickerson 
KW, Atkin AL. Candida albicans Tup1 is involved in farnesol-
mediated inhibition of À lamentous-growth induction. Eukaryot 
Cell. 2008;7:980-7. 
20.  Killiny N,  Prado SS, Almeida RP. Chitin utilization by the insect-
transmitted bacterium Xylella fastidiosa. Appl Environ 
Microbiol. 2010;76:6134-40. 
21.  Looney WJ,  Narita M, Mühlemann K. Stenotrophomonas
maltophilia: an emerging opportunist human pathogen. Lancet 
Infect Dis. 2009;9:312-23. 
22.  Minkwitz A,  Berg G. Comparison of antifungal activities and 16S 
ribosomal DNA sequences of clinical and environmental isolates 
of Stenotrophomonas maltophilia. J Clin Microbiol. 
2001;39:139-45.
23.  Oh KB, Miyaz awa H, Naito T, Matsuoka H. PuriÀ cation and 
characterization of an autoregulatory substance capable of 
regulating the morphological transition in Candida albicans. 
Proc Natl Acad Sci U S A. 2001;98:4664-8.
24.  Passerini de Rossi B, Calenda M, Vay C, Franco M. BioÀ lm 
formation by Stenotrophomonas maltophilia isolates from 
device-associated nosocomial infections. Rev Argent Microbiol. 
2007;39:204-12. 
25.  Passerini de Rossi B, García C, Calenda M, Vay C, Franco M. 
Activity of levoÁ oxacin and ciproÁ oxacin on bioÀ lms and 
planktonic cells of Stenotrophomonas maltophilia isolates 
from patients with device-associated infections. Int J 
Antimicrob Agents. 2009;34:260-4.
26.  Pierce CG, Up puluri P, Tristan AR, Wormley FL Jr, Mowat E, 
Ramage G, Lopez-Ribot JL. A simple and reproducible 96-well 
plate-based method for the formation of fungal bioÀ lms and its 
application to antifungal susceptibility testing. Nat Protoc. 
2008;3:1494-500. 
Antagonic effects of S. maltophilia on C. albicans  297
27.  Pompilio A, P iccolomini R, Picciani C, D’Antonio D, Savini V, Di 
Bonaventura G. Factors associated with adherence to and 
bioÀ lm formation on polystyrene by Stenotrophomonas
maltophilia: the role of cell surface hydrophobicity and 
motility. FEMS Microbiol Lett. 2008;287:41-7.
28.  Pompilio A, P omponio S, Crocetta V, Gherardi G, Verginelli F, 
Fiscarelli E, Dicuonzo G, Savini V, D’Antonio D, Di Bonaventura 
G. Phenotypic and genotypic characterization of Steno-
trophomonas maltophilia isolates from patients with cystic 
À brosis: genome diversity, bioÀ lm formation, and virulence. 
BMC Microbiol. 2011;11:159.
29.  Ramage G, Sav ille SP, Wickes BL, López-Ribot JL. Inhibition of 
Candida albicans bioÀ lm formation by farnesol, a quorum-
sensing molecule. Appl Environ Microbiol. 2002;68:5459-63.
30.  Ryan RP, Dow J M. Communication with a growing family: 
diffusible signal factor (DSF) signaling in bacteria. Trends 
Microbiol. 2011;19(3):145-52.
31.  Ryan RP, Fouhy Y, Garcia BF, Watt SA, Niehaus K, Yang L, Tolker-
Nielsen T, Dow JM. Interspecies signalling via the 
Stenotrophomonas maltophilia diffusible signal factor 
inÁ uences bioÀ lm formation and polymyxin tolerance in 
Pseudomonas aeruginosa. Mol Microbiol. 2008;68:75-86.
32.  Saville SP, La zzell AL, Monteagudo C, Lopez-Ribot JL. 
Engineered control of cell morphology in vivo reveals distinct 
roles for yeast and À lamentous forms of Candida albicans 
during infection. Eukaryot Cell. 2003;2:1053-60. 
33.  Shank EA, Kolt er R. New developments in microbial interspecies 
signaling. Curr Opin Microbiol. 2009;12:205-14. 
34.  Valdezate S, V indel A, Maiz L, Baquero F, Escobar H, Cantón R. 
Persistence and variability of Stenotrophomonas maltophilia in 
cystic À brosis patients, Madrid, 1991-1998. Emerg Infect Dis. 
2001;7:113-22.
35.  Wang LH, He Y,  Gao Y, Wu JE, Dong YH, He C, Wang SX, Weng 
LX, Xu JL, Tay L, Fang RX, Zhang LH. A bacterial cell-cell 
communication signal with cross-kingdom structural analogues. 
Mol Microbiol. 2004;51:903-12. 
36.  Zhang Y, Cai C, Yang Y, Weng L, Wang L. Blocking of Candida
albicans bioÀ lm formation by cis-2-dodecenoic acid and 
trans-2-dodecenoic acid. J Med Microbiol. 2011;60(Pt 11):
1643-50.
37.  Zhang Z, Yuen GY, Sarath G, Penheiter AR. Chitinases from the 
Plant disease  biocontrol agent, Stenotrophomonas maltophilia 
C3. Phytopathology. 2001;91:204-11. 
